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\mm&\ mm* 

[ffll*^ 1 1 1175^ n v ytf\) >MitLtzYDW\k-UzM1r2>m ftiSi^ 

* * » K * ffl & , KDR/Flk-1 Oif IfcfcSt * HUFi" * 

[lf^2 ] 1 175fc^- n >8Mfc L^KDR/Flk-l^ti-^'lf SHSg^ 

[W*J®4 ] 1175ft^n <>>j&n; >6MbL/zKDR/Flk-ltc^1-^>1ffgfSit^ 
im^M 5 ] 1175fc^n > >^'; LT^KDIVFlk-lH^i-^-lf fRfs3i^iF 

6 ] 1175ft?- n v >@|Ht LTtKDR/Flk-HC^ti-^'lt ^feit^T" 

7 ] 1175^^-n -> ^K^kL^KDR/Flk-HCifr&fllSfSi^ 
<7) IS £ MW-f Z> K £ ffl v > £ , R *SKDR/F1 k- 1 Olff fRfcit * l?S#1- & rt> 

[If*«9] 1175fi^n L£KDR/Flk-l&z*t1-&'|f m^M^l- 

Ofe^-fcHUH" , KDR/Flk-l<7)1175ji^n ->><7)<J VBMt^lfi* 

[fflf^ 1 1 ] 1175ji^o ->>^'J V^kL/tKDR/Flk-lH^-r^lf fgfSjt^ 
^0*S^£Pfl#1-£!j^Jf7!)\ 117514^- n L TtzKDR/Flk-l 
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1175^^n v>^>; >g£ltL£KDR/Flk-UC^U ^oPLC-y <D } ) > 
im^.m 1 3 ] #l#t!>^ y ^ n - ;ut/L#T h £ . iff ^ 1 1 t tz it 1 2 Ififc 

KDR/Flk-lco-l-f^fsit^PlWI-^^ffio 
[W*^l 5] KDR/Flk-l<7)1175^^-n v><7)>; ^ll'ft^PlW-r^^M^fflv^ 

[ft*^l 6] KDR/Flk-lc01175fif-n ->><7)M IS^I^ JC£fflv> 

[Ir^SI 7] KDR/Flk-l<D1175^^n ygffb^iaSI-^^g^fflv^ 

[Ih*^1 8] KDR/Flk-101175f5:^n v><7)'j >g^t^lSSi-^>t/®^fflv^ 

[m^M 2 0 1 1175te^o -> >7^<J ymit L/cKDR/Flk-lHMi-^>tf f£fSii5t 

2 1 ] 1175*5:^ n v >SMb L^KDR/Flk-HC^i-^tf fgf5it5t 

[»*^ 2 2 ] 1175{3:^n -> y^M >mt L£KDR/Flk-H;*j"f Mf fRfcilfr 
[It*5 2 3 ] 1175te^ o > >mit L £KDR/Flk-1 ^Mir^m^M^f 

[If*^2 4] 1175(4^ Oy>^ 'J >gHfc L/cKDR/Flk-1 £#M#J^i£I&-r £ 
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umm 2 5 ] fcm^ y ? n - -r M%w^hi> . m^m 2 3 $ tz a 2 4 kie 

[W*3I2 6] KDR/Flk-101175fi^tf ">><7>'J 

[lt*^2 7] KDR/Flk-101175j£f-n v><^'; >@Mt^ia#i-^^®^^ 

[W*52 8] KDR/Flk-l<7)1175^f-o y><7)'J >^t^#1-£^K£Ml 
J&frt LT^-r^Jfll«ff^iaWJo 

[0001] 
[00021 

VEGF<7)$##:<h LT, Flt-1 (fms-1 ike tyrosine kinase) [Shibuya M et al., 
Oncogene, 5, 519 (1990), de Vries C et al., Science, 255, 989 (1992)] 
£ J: Z/KDR (kinase insert domain-containing receptor) [W092/14748, Terraan 
BI et al., Biochem. Biophys. Res. Commun. , 187, 1579 (1992)] tf^i^ZfL 
tv^o KDR(i-7^^-C(iFlk-l(fetal liver kinase-1) t LTM? fitz [W.Ma 
tthews et al., Proc. Natl. Acad. Sci. USA, 88, 9026 (1991), W094/11499 
, MillauerBet al., Cell, 72, 835 (1993)] z\ z\ "CfiKDR/Flk-1 1 |£ 

fo-f&o Flt-133 J: t^KDR/Flk-KiM^i: iyfflMW-VJ'i >(37-f0<7M A J ?u -f 

>; >i *) & *), fflfaft >^(i^-D v vy 4 

£^Ml80~200kDa<7)§^f£M^n is -{f 7 r < V - twJR-*-*IISG-C 
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$>Z> 0 VEGF(iFlt-lio X ^"KDR/Flk-lCfi^tL-enKD^I^Opraol/lpMio J: LK75pmo 
1/1 X~mm*) iz^t h 0 Fl t-lio X c^KDR/Flk-l (ilfo^rtfetttCJfflllft ^3§ig 
Ltv^^U^^titv^ [Quinn TP et al., Proc. Natl. Acad. Sci. USA, 9 
0, 7533 (1993), Kendall RL et al., Proc. Natl. Acad. Sci. USA, 90, 8915 
(1993)] o 

[0 0 0 3] 

t: HSM&|&OM0ifiLt : rt£!fflJ& [Hatva E et al., Am. J. Pathol., 146, 
368, (1995)] , M h M<t^Mll^ffiMl : rt£*ffl)fe [Brown LF et al., Can 
cerRes., 53, 4727 (1993)] KiSl^T, JEi&m$k<r> jfiL Ifrt J^«^Jt^KDR/Flk 

MiKrtif^^^v^TVEGF-KDR/Flk-l^^m^^MStiJ^^:^ Ltv^^h 

v^Tfc'f > • -"M f-a. (in situ) 7 M J -b*- v a > Hi KDR/Flk-l<Dm 
RNA<7)^i&7!> ? ISi6^tL^^ ii^fR^^tLTio 19 [Fava RA et al., J. Exp. Me 
d. , 180, 341, (1994)] , tS14Mt(J } ) ^^-f-izi^f hWGF-¥DR/F\k-l^<DMm^ 

[0 0 0 4] 

Z> tnGFbZfcfcLmm. M^irhZt^h, WGF<D^m%fe\£<7)*XKDR/Flk-l 
Ittia.Wfo&MMOWm. mmzm^Z tW.^ZtlX^& .[Waltenberger J et 
al., J. Biol. Chem. , 269, 26988 (1994)] 0 ifz, KDR/F 1 k-1 ififST- £ L 

ZtiX^h [Shalaby F et al., Nature, 376, 62 (1995)] o Flt-lilfs 
J-cds -y^ry V^'?xi>mc1feyZMi<zj£t:1-Z>fiK t<DWMliftfcfflm<oMm 
%mmt^n%m.W<vm&fi t fcl&X£%^fzfrXfrZ>Z tfrh [FongG-Het al 
., Nature, 376, 66 (1995)] , Flt-llift£.fflm<7)mm$:Wft}1r Z> * ify- 4 7% 

mnm^t Lx^mn^^^mm^zm^-Lx^h t^x.hti, KDR/Fik- 
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1 1 fi t-i li vegf?!>^ <7)f^ffl * d -r-e tt-e -ngy Ogi WcLT^I.t#x. 

[0 0 0 5] 

VEGF<hKDR/Flk-l £ ffl#-C i^i^ ^KDR/Flk-IOM^ 4 > 

? u-l-^W&ifi, 4 > tf h 0-ejfllWrt^jffl!&t3i5tt4KDR/Flk-10fl| 
fff5j*£ffiWU*Hfi£EL#1-&£fc [Rockwell Pet al., Mol. Cell. Differ., 
3, 91 (1995)] , feit^i^gLff**, v^^H^ttL^a^OffiaBUaoifll^if 
$k#^W1$JJ1-^- t7& ? f^£*lTV^ [Prewett M et al., Cancer R 
es., 59, 5209 (1999)] 0 ttz, KDR/Flk-l^n v y *-f--*z H#*W=S:ffi* 
3'JSU5 4 1 6rt\ v->^tc^«L^tt^O«jffl||&OjllL«Sf^*IJ«l, 
$K#^Wl^J1-^- fcj&*fl^$*L-CV>* [Annie T et al., Cancer Res. , 59, 99 
(1999), Shaheen RM et al., Cancer Res., 59, 5412 (1999)] 0 
[0 0 0 6] 

-^:fD-»^t- -t* M^^^ott nmm it , »; # > k t k * *> s e 

'J >mt^ n v > KSH2 >^ LTSU<7)g6W55*W*t^ U £ ^^T-^MtH 

i^.tiTv^ 0 KDR/Flk-1<7) JfiL* F*3&iHIIII&Ki3V>-t\ VEGF <h O&HHw «£ 

Vtt<D^Uis>j%mtf } )yM J ik* i §:l<}&Z£j)m&ZtlX^& [J. Waltenber 
ger et al., J. Biol. Chem. , 269, 26988 (1994)] 0 ISU V*^Sil*f-n 
vX^fiBi: LTIi, CtL^T% ^:Mffit:^§m$-^^KDR/Flk-l(7)4 I <7)95K 996 
, 1054, 1059f£<7)^-n y^gg'J d t [Dougher-Vermazen M et 

al., Biochem. Biophys. Res. Commun. , 205, 728 (1994)] , g^&fflv*£^-C 
it , PLC- y ^^1" * ^ > -b > -9" * I£?iJ Cif L tz *K$>Z 80 lfe £ 1 175te 
(7)-^D->>^ ?, j >SHb£$»t& «! <h [Cunningham SA et al., Biochem. Biophys 
. Res. Commun., 240, 635 (1997)] tfm^ZtiX^&o i tz*ftm%K* <9 > 
fiJ^Tfflm-C^^-e^KDR/Flk-l^i^SS 1 ; >$Ht3M£(ill75{3\ 1214fe<£>?- 
ny>t^f), 801 ffc fD-» «± (I t^i•ge'J> gtffc * $ tt & ^ - t £ 
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■ v 

fiX^h (S5««b, t£ 5 ©Vascular Medicine^ 200030 0 
M^'J ? Ky^fAia^ KDR/Flk-l<7)1175{i<7>^n y^C7W-S6 
RSck* J -eoSH2 K> -Y >^Mt^Ltv^ d t ^jlttS £ftTv>& [Igarashi 
K et al., Biochem. Biophys. Res. Comniun. , 251, 72 (1998)] 0 
[0 0 0 7] 

KDR/Flk-l^Ml^&m^iim^S^lf^fSit-eti, \&<D?-u y >*f---tr 
I^ftfcli* 0Ras^PI3*^--lr<aKI#l±te£A,£'>5: < , VEGFOJfflSRi:: «fc o r§ 
ttiCLIS-J >&ffcLfcKDR/Flk-lK, PLC- y 7& s *fr£ L T 'J >BMfc££»tTf&14 

33 -r * t . PLC- y -PKC-MAP^ -f - -t?<7)^± L T t #x. «b tLT 
& [Takahashi T & Shibuya M, Oncogene, 14, 2079 (1997), Takahashi T et a 
1., Oncogene, 18, 2221 (1999)] 0 KDR/Flk-101175&, 1214{£<£>^n ~> y £ 7 

U > 1 175t£ ^fOy>(9 ' j > BJHb^LC- y O V > @$ j b^MAP *±-*£<D ffimt t 
m^-f Z> Zt 2 ft T v> £ (H5«<b, ^580 B**^^ 199930 o 

[0 0 0 8] 

i , 1*1 &*ffllfe |*J -eVEGF^# W \z 1 175fi fn«> > 'J > gJHb £ ft & - £ 7& s $ft£ 
?ntv^ 0 V >$HbL£ll75{£^n v>K*tt-&ffi#£fi^U 

#i« s 1175te<7>^n ->>7& ? 'J >S^b$ft7t:KDR/Flk-l^#S6^t-fgft1--2> Z t i> 
ig^nTV^ (ffi#<b, H5 [UVascular Medicine^ 200030 0 Lj6*U 

[0 0 0 9] 

tl±<7> £ t ^ «b > MVEGF$^#KDR<7)'ltfRf£it £ MFt? § ftl£\ t: h Ki3 
[0 0 10] 
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i®wik-i<Dfflffl.ftmmmmzmm u VEGFIi i &«ii^m#1-&tJ5^£ 
[0 0 1 1 ] 

*HWfli, KDR/Flk-10if$Rfzc3iKfi^£g£'; >^t^T-ab*. 'J >g* 
ft L 117512: f - n v > £ £ f^M UT, - <7)#l#^1 175{£f- n > > >j 
> 8Mb L fcKDR/Flk-l £ ##6<J Ktfctti T # h <D * & c, f\ £ *>#l# £ j£fflU& H 
&.A-f£ fcKDR/Flk-10tiWW£ii£ffl#U VEGF^£#tfJ&iittcD^£^tl]"C 

[0 0 12] 

-t^^^.«^{imr^^i- (i) - (29) cnt^o 

( 1 ) 1175f4^n ^^kLfcKDR/Flk-ltcJt-tilfft^ji^Ojg^ 
* IfiSt- S^ISrfflv^, KDR/Flk-l <7>1f «HXSt * & 

(2) 1175^^nv>^'J ymitLfzKDR/Flk-l^nt^mm^m^^^ 

(3) 117512:^- nv>75 ?i ; >mt L/jKDR/Flk-lH>rt1"-?>tf StfSjt^Oig^ 

(4) 117512:^0 v>7) ?i ; >mfbL7^KDR/Flk-Hl^1-^-|fM53i^?-<7)|S^ 

(5) 1175{2:^ nv>^>; >mffcL^KDR/Flk-lt;>rt1-^1f^f53t5tT-<7)*t^ 
[0013] 

( 6 ) 117512:^ n -> >t^'J >gJHt L£KDR/Flk-nc2t1-&ti ^Sit^?-<0^^ 

KDR/Flk-lcO'lf ^fsii^Pl^l-^K^* * 'J 

( 7 ) 1175f4f-n v y^'J >@Mt L £KDR/Flk-lK*t1~£tif fl*frat$HF-e>i&'& 
£ lfl*1- & & « * JB & > tl K t^^KDR/F l k- 1 <D It ^fSit * PflSi" * 7^5 ^ * 

( 8 ) 1175(2?- o > y^'J >BMt L^KDR/Flk-lH^I-^lt^fSit^T-O^ 
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m^z>, mkx~<DM.mmQi*tfi\&-?z>^mo 

£R&#1-<?>t>Jf£ffi^£> KDR/Flk-imi75ft?-n v><7)'J >^ffc£Pl#-f 

(10) IfffiSjl^^^PLC-yT-**, ±ffi (1) - (9) <D^-f*ifr\^%m. 
[0 0 14] 

(11) 1175ft:?- n ^^fcL^KDR/Flk-lCMI-^lt^^^^ 

1175ft?- nv>^'j ^IfeffcLfcKDR/Flk-lfc^llWKStt 
-fh^mxlbh, ±SB (1) - (9) Ov»i**t^Hga*W^ 0 

(12) 1175ft?- n v>t&si; >S|^L^KDR/Flk-1 KKtt"t*#MM s 
, 1175ft:?-n ^SftftLfcKDR/Flk-lK&^U ^oPLC-y <£> V ^Sft-fb* 

ffi#-*-*#L#-c**, ±12 (i i) Kfco^rio 

(13) tfcfltf^ey ?u-i-)H%fcx$>2> > ±ie (i i) £fc»± (i 2) te« 

(14) KDR/Flk-l<Z)1175te?-n v><7)'J V»'fk*ffi*i"* ! &R i S:fflv»i, KDR 

/Fik-i<^tii«fEai*ia*-t&^o 

(1 5) KDR/Flk-l<7)1175ft:?-n v><7)U >»-ft4rfflSFi-«5!»K*fflv^, IB 
[0 0 15] 

(16) KDR/Flk-l(7)1175ft:?-n v><7)>; >^fb£|&^-t£^5e£fflv>£ % jfiL 
(1 7) KDR/Flk-1<^ 1175ft ?- n v><7)>; y^^t^lfi^i-^^S^fflv^, M 
(18) KDR/Flk-l<mi75ft?-n yXO'J >^fb£lfi#1-£^«£ffiv>&, M 
(1 9) 1175ft ?-n v>t& s V ^l^tL/cKDR/Flk-ltl^i-^lf^ii^T-^lt 
(2 0) 1175ft?-n >^bL^KDR/Flk-1^^1-^1t^it53^T-<7)|S 
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Mo 

[0 0 16] 

(21) 1175l£^n -> >t^'J L^KDR/Flk-Hi^-r^'lf ^feil^cOlS 

( 2 2 ) 1175fi^n •> >t!> ? '; >mt L^KDR/Flk-H;M1-^'lt$|lfeii5tT-^^ 

( 2 3 ) 1175f£^-n v L£:KDR/Flk-H;*j-1-&1f ^mm^T-^ 

^ttmmiTZ>m%.-hK 1175f£^n~>>^<J >@MtL/;KDR/Flk-l^#^W^iSlt 

-r^>^#T-*^>, ±te (19) - (22) o^-rtL^^iBmco^jo 

(2 4) 1175fc^n v >7& ? 'J >@Mb L^KDR/Flk-l^#^0<jHfgmi-^>^#^ 
, 1175^^0 vV^'j >SjHtL^KDR/Flk-lti|£^U ^oPLC- 7 O >M-fL£ 

±K (23) nfEiico^Jo 

(2 5) ftu&T^y ?u-1-M%fo'X:ihZ>, ±M (2 3) ife*± (24) Kffi 
[0 0 17] 

(2 6) KDR/Flk-101175li^n~>><7)'; ymit*m^1r Z^MZ^mft t 
LT^i-^>KDR/Flk-l<^^n v> 'J >$Hblfi«#Jo 

(2 7) KDR/Flk-l<7)1175fi^-n v><7)'; >M1t*m^1r &M^&^$m5f t 
(2 8) KDR/Flk-101175fi^-n v><7)'; >mit*mmir ^$m5? t 

(2 9) ±IS (4) - (6) i3J:^ (9) <D\s^-ftlfrKUm<7)Jjm^£ ^Vkh 
[0 0 18] 

KDR/F 1 k- 1 <D mm 1*1 fitful £ 3Sttff L > VEGF J: £ ?1 £ M "t <?> ^ « 

t LTIi, 1175gf-n L^KDR/Flk-lUMI-^lf^ii^ 
^M-f KDR/F lk-l<7)ii75fw^o vXO'J 
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[0 0 19] 

1175^ n ymitLtzYDR/Flk-l^zMir^mW.BM^T-^^im. 
m-tZ>m*£t Lt(i, 1175{£^n vV^'j L£KDR/Flk-l£##limc|m 

tz>m*t tzmxfei y y v > msfl^n ~> L^KDR/Fik-i t 

##§I^Tl£ffl£*L&1175{if-n v>t^'J >@^tL£KDR/Flk-l£#^lft^iS!& 
-f£ft/f£<h LT(i> 1175fc^o >#ffcLfcKDRmk-l£#*Wfc:S»L 
TfS#U 1175ii^-n v>t5S'J ^BMfc*$*tTv>fcv*KDR/Flk-l £ (if^L&v* 

# *tt«r^r-r -&^t#: (jar, \mm^ n > > 'J ^BMfc#*W^R#Ltf:J t ^ 

k-1 PLC- y £ £ IfiS-T £ mt&*> IfbtiZo 

[0 0 2 0] 

* - i: S £ « 

[0 0 2 1 ] 
[0 0 2 2] 

*HWT*^ffl$*L*fiL#BfM-»±, 1175fi^n >gHt L/cKDR/Flk-lH 

#^tfj^SJ£^&ffi#Kfftf--C&& Fab (Fragment of antigen binding^) , Fab 
\ F(ab')2. — ^lltfrft (single chain Fv; J£JlT\ scFvfcfkl - ) t3£Vi?Xfry 
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J K3c^I:£l# (disulfide stabilized Fv; J^T\ dsFvfc&l") Z&^-f&o 

ifz, Witcii, ±SEffi#<0#L#nT&«Ja (vn^t«i-) mm (Hilt 

fclfci") (WT> trL^MitmSI^VHt fc&l") is «t TO#Vfl*£$5§I (Lilt 
fc^-f) (JUJLT, ^pI^I^IIil^VLh fcftrf) tf>ffl«14fc5e«J* (complerae 
ntary determining region; JilT\ CDRtfoir) 07 ^ y i£@eW^5H£ 

[0 0 2 3] 

*5kWX-mm Z foh H h y 7#M£ti, 1175{£^ n y > 'J >MitW MffjtfiKD 
R^ey ?u-^)\'W& i k*£M-th>^4 7 } ) K-^J:^ mfci tWL*:^- K1"£c 
DNA £ H5tf# U h ffiffcCHiS fcL#CL £ n - K 1" £ itfST- £ & 

» MJ&^ * At" * £ <h (c J: ij $ -£JR £1" -S.it tf*-e § h 0 
[0 0 2 4] 

>(Ig)y t^T-i iv»^, IgGgL $«bJCHlgGM^JRi-*IgGl, Ig 

G2, IgG3. IgG4^<7) >f a y y n y U > <7)CfIt£^t iLv^ 0 

CDRK^iJ T-e *i -etLfim L J5l#: * jftflfc-T £ 0 
[0 0 2 5] 

T-mmztizKY mcmumfam* , 1 1751s: ^ a -> > > l /ckdr 

ifcofc h^ovH^etem^cDRBe^j^-etL-etLg^Lfcv k-t^cdn 

[0 0 2 6] 

fctiSE# 2003-3100372 



#fl 2 0 0 0 -3 0 3 6 9 4 ^- v : 12/ 

^^TiSffl $ fit, Y SlCDR#«8i#C««Oflli£ t LTfi, v^'tio^ A y 
/ 'J > (Ig) ^ 7^ i:Sfl» ^ coti i igGSL ^ h^IgQM^mt^lg 
GU IgG2, IgG3, IgG4^co^ Ay ^nr 1 ; ^(OCil^Wi Lv^ 0 

Fabii, IgGO > ZS&&"C 2 ^(DUmZl&m LtV^ 2 o<Dy7 ;i/"7 K$$^- 

[0 0 2 7] 

*5£m-Ci$.mZtiZ>Fabl$. 1175fi^n L £;KDR/Flk-1 (CJfffllft 

Fab' (2, _hfSF(ab i ) 2 ^^ > yf H 1(7)y^^7 ^ K^£OT L 7^Tm*>>5?5 (7) 
[0 0 2 8] 

^#§H^-Cftffl^tL^Fab'(i, 1175f5^n L^KDR/Flk-Hl##l 

(2, «#:<7)Fab' KfK- ^ ^ - K1"£DNA£»jMjfeffi3§3i^y ^-CfAU SC 
^^-^IWSMAt^tCi *9f§il£-t^ Fab' ^Mitt" & - <!: ^"C # 

[0 0 2 9] 

F(ab')2fi, igGot: > V%3M<ry 2TO v\x ;i^y ^ Kf£^T£&£@lil h 'J y°v 
> X'frM LXnhKtz, 2 o OFabflW t: > >^7>-C*££- L Ztifz, ft 

^^-e^ffl^tL^,F(ab')2(2. 117514^- o^>>^«; >Bfcffc L^KDR/Flk-lKlitf 

F(ab')2Bfit^^- K-r-?)DNA^tfjt/lfflMI&il^y *-K#AU M^y ?-£ 
E!>M^2»A-t.i> C fcK i i9#§Jl$-e, F(ab') 2 £Mii-f &-£^-C£&o 
[0 0 3 0] 
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-^m%it (scFv) (i, — ;fcOVH£— ^VLfcfcS^fc^T^ KV 
T\ ?tfo-f) Sr/fl^TJSi&Lfc, VH-P-VL&^UiVL-P-VH*°';^7^- K£ 

^ftWemm 2tl&—*Sm>i£te. 1175f£?- n v > >^>ft L fcKDR/Flk-1 

cdna £ nm l , -^^M^ ? ?-zmmLtz<D% trnm 

, mm, &zwm®fflm^mf£&^? 9-zmxtzztiz±i)fkm.z-£n& 

[0 0 3 1 ] 

*J*))/y4 Y^7E.it\HW (dsFv) (i. VH& X V^VL^O^ttl-^ffl 17^7 W$k£z 
[Protein Engineering, 7, 697 (1994)] Clot, ifi#<E>3l'ffcflli£ : FiJiy 

[0 0 3 2] 

^Tftffl^ft*^^?^ K^lk#L#fi. 1175^ ^-n ->>* f 'J 
£3- Ki-£cDNA£flJtf#U ^cDNA£jt^£#£Jj£^?-C#AU W&M^<? 

t-zj^mw, mm, &zwmwfflM^mxLf£$Lzitz>z tizx *)&&ir2> 

[0 0 3 3] 

1 1 75fi foy^ij^L £KDR/F lk-1 <h Iff it t>T <Z>*§^ * IfflSi" £ 
tt&*fot Ltli, 1175fcf-n ->>**»J >@MfcL^KDR/Flk-Hl*t^£T>^-b> 

fsit^-T- t-*t"*- & T > ^-b > J*RNA £ £ (iDNA. J & 7, ^ 'J - - > m 
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[0 0 3 4] 

^mztiLW? ? ? y y k KDR/Fik-Kmns^o^n ><7) '} yttvc^m^-t h 

[0 0 3 5] 

J^TKl, KDR/Flk-l<7)ll75^<7)^n v>7& ? <; L tzKDR/Flk-UZtt-f&mm. 

mmfr^ife&zmw-f KDR/Fik-ioinsft^n y>«'j 

[0 0 3 6] 

^>^?W ja J: LKKDR/Flk-lOl 175fc^- o v > O U ^MH^^Hg] tc m#i~ & ^ 
1 - 1 1175f£^ n v > >@Mt#^6tJt/LKDRfjL#<7)^jtvi 

(i) tmti-&s<7°^ v<Dmm 

1175fi^n v > <J >@Mb#M6-I^KDR45L#:ii, KDR/Flk-ICOT < / gtl£^ij<7) 9 
1175ficof-n v>^^tf^l^L7^ 5 -20^<7)T^ ygtSe^J^'b^ 19 x 1175 

ayxciit^r^y bjw* u >@Mb^- o > > iz & o x ^ ■/t- K * ft^ 

toa^Ci^itftOy^f'f ^il£*£ttJDLrt:E?ttK: 9 
oyi-f^ Yt LT, KDR/Flk-IOT 5 y a£EF«O1171~1180#i6<£>E?lJtf>N>fc$g 
CyXf^f >£tt2jnL£E?!l£^rU 1175{i<7)^n y ^^^ffi^l"^ 4#@<7) 

r ^ y >mti- a -> a E^J## 1 -e^ $ r < y mmzm-t z> 

[Kitas EA et al., Helv. Chim. Acta, 74, 1314 (1991), Bannworth W an 
d Kitas EA, Helv. Chem. Acta, 75, 707 (1992), Kitas EA et al., Tetrahedr 
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* 

on Lett., 30, 6229 (1989), Kitas EA et al., Tetrahedron Lett., 29, 3591 

d988)] v&j&mmzm^xmtt&j&z'niztizx mt^m 

[0 0 3 7] 

( 2 ) 1175f±^ n i/ > 'J ^WStlKDR'-K U * a 

IM^^zf?- V\Zlt$-tZ>tf*) ? U-i- Mfifc$:^MjLlin.mte. SCM. [Harlow E 
and Lane D, Antibodies: A Laboratory Manual, Cold Spring Harbor Press. 
(1988)] ^KiEttOH&Mfc^ffiKJ: !K v**, 77K M^^-, 

1 0 B^<b 4 5HB^§USclalS#L-C*aSrfT-9 -«h^<t *) BUii"* £ t&X& 

Jo Mii (1) -ern^ l 7^7°?- KYitt-ea^t Lr^^m^i-^^^ 

v^-C\ ^7°^- K£3r — * — )V • \) h • A^y7-> (keyhole limpet h 

emocyanine, KLH) , * vjflLVfT^^ ^ *^*T;U^^ flfc&JK.#^& fc'O 
fi#®eKK*S^£^£&<a£M(t U ^!l^(i^-9-^-e{±200~1000 A (g. 
y-ei0~100^g£ 1 m^fz^O^-t^o ^zff- KtfiftlfiStW^im-v 
Isjyj^ K^>/^^-N-HKn + y7^y>^ K (MBS) , ^>^iV7 

7yj.A*> h (Complete Freun d' s Adjuvant) t fzii, &WtftTfr$ — ? 
tia^l7^f>^ fc'^aMf ib^L^o #^^3~1 0 0 B Kftjgl&^oBRJs 
illi^vMiliMJ: O^jfaL. ymt^-ff- F\,znirZ>Kfc 

L TcjfiL/t * gtiflLft tn c , tfcJE ffi »; 7° 

bizm-fcfetLx mm. ^^^M^^^ummmim-mxm 

^•T*^Sr«tmi3«tO f 3cfl:-r*^T-** [i£S?^ilJ^S(ELISA£):|S^ 
*KfiJ (197630 ] o 
[0 0 3 81 
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( 1 ) X«mm L tifflELmto*-??- K £ , #!lx. If, N- fc: K n * ^ v y ^ ^ k 
(N-hydroxysucciniraide, NHS) \Z X *) X&&it Ltzlz 7 r n -7 - 4 B [T^v 

• 7 7i^y7 • ^?>f ^-r^ (Amersham Pharmacia Biotech) tt] ^-?-<7)^ 
JRyg77 7 h 7 y 7°NH S -fc&itiJ 7 A (HiTrap NHS-act ivated c 

olumiu 77-> + A • 7 7^v->7 -^-f^-r^tt) ^(-H^fcLTf^JiLfcr 

77 4- 9 - iZ X *) , ^ tC^L^"/^- K <h 7U-1- 
[0 0 3 9] 

^ij4»cov >mt^v 9 s>\m-<DWfr**-v Y--fttz>titb\z^ matt ltz^t 0 

-7- K&&v>(ill75f£f-n v>t& ? 'J >^bL7^KDR/Flk-lt^1-^)(i>«5T^ < 

^jtitv^o -e^r% (i) x~mmLtztn.mm<7)^7°?- vtmcr< 7mm 

&s<7°?- KSr^^-f- K-g-JfcEl * fc"ef fc3^j£ L> z\co^7"^- K£ ±IE t TO £ L 
T HSE-ft Lfc77-f-f-f-*7Ai:, _tf BTfllM L £ *° U * o - ^ ;H3fc# £ Ji 
tiiia 19, 1 17512 f-n >mk*'§:liX\<*%:^YDR/Flk-li>mm-fZ> 

#Vf$ (-<7)J:7^»i, 7 7 ^ - f ^ - * 7 A ±(D^ 'J > i Itf O y > 7 s f 

Kttift^i-*) ^^A^I^^TI^i. 1175fc^n v^HfcJffflfitjjft 
KDR*° 'j ^ n - ;ufet#: £ mMt Z> t Wt* £ £ 0 
[0 0 4 0] 
(3) ^7^n-t;«oii 

(2) tmffi.^LX3~-20m^<V^7 7itzl±7 y h Zft&L, JfiLflt^K+fr 

00 x. (f »JK * ffi m L > * «JR1" £ o 

[0 0 4 1 ] 

^ummmtLxit, ^V7>frhnh*itzmtmm.x*>z>^ s-twt^> 
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(BALB/cSl*) #MM*ffl)fe*P3-X63Ag8-Ul(P3-Ul) [Kohler G et al. 
, Europ. J. Immunol., 6, 511 (1976)] . SP2/0-Agl4 (SP-2) [Shulmanet Me 
t al., Nature, 2Z6_, 269 (1978)] , P3-X63Ag8653 (653) [Kearney JF et al., 
J. Immunol., I23_, 1548 (1979)] , P3-X63Ag8 (X63) [Kohler G et al., Nature 
, 256, 495 (1975)] 4 > • \£ Y n (in vitro) Tif^fg^fiiJjiM 

£fl<7)?r/£ [Harlow E and Lane D, Antibodies: A Laboratory Manual, Cold Spr 
ing Harbor Press. (1988)] KVt^, MM^Bf £ "CH2X 107fflJUJL±Ojfflfl&^«: 

[0 0 4 2] 

a#14iJj| t f Mill i f (minimal essential medium, MEM) & 
-5>^tiPBS (phosphate buffered saline) "Ctfcfr L <D % , sJ?'J 1/ > 3 

* [JEHf^fJlb (RPMI-1640^%^1.5mmol/l^;i/^ ^ 5X10-5mol/l 2-^;i/ 
*yha.^y-;K 10//g/mlvi J: ^10%^ vjj&BJfiLnt (FCS) £ 

Snx^^fe) ^10-4mol/lt*°^r-9->^->. 1. 5X 10-5mol/l^- * v <fc XT AX. 10 
-7mol/lT^ J -/t^) >Zm*-f2tgi&] izmm-Sit, 9 6f,yv-Ft:MLT 

[0 0 4 3] 

mm&. &ft<oi%m±m<o-i&*:t*)mmfitefflfcmzsL*), (2) oraco 

#f5i£K<fc «9 ^n-^;^'£- 2 0^0^1 L [l[Hi(i, HTM (HAT^i^ 
?^v^jL#fffi<7)|Si6 & <D £ 1175{£^ o v > <J ^fl^KDRj5uffcj££^ 

[0 0 4 4] 

7°'J^?> (Pristane, 2, 6, 10, 1 4-f h7^f ^>^f*>)0.5m 
1£J»I*]&#L, 2iIP B 1£6)WL£8~ 1 0 il^O"? *j 7. £ fzliZ - K^^H 
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»2xio7-^5xio6|H^/ / E^fiEigi*i^viiti-^o 10-21 s r^-e/N-r k-v 
~50%«&f p^si 7>^-^acj;^ mm , # 7° >; ^SMSS> D E A E — -fc "7 t 

n-^#^A, ^n-r-f >A# 9 Aab*v»f±-b;l'n 7 r>f >GSL2000 (£ffc^I 
H) ©*7A*^ffiv^ IgGab^tilgMIifr&IIJJlXU fll^y^n-t^ 

[0 0 4 5] 

280nmT-<7)i&3fcJg «fc t)3lffi1~& z\ <h § & 0 
[0 0 4 61 

1 - 2 1175^±nv >OT >jfcfl: L/zKDR/Flk-ni jti-&tf MSsMfi^QMS: 
£ m m± Z> ! ®)'m&£ t/KDR/Flk-1 (D 1T75J£± Dy>^')> Sf-fh £ jB&fla ^ H 

_bfSl - 1 Tl#'btL7t^ I hKDR/Flk-l£#§?I^^T-ffl^£fflv^T, 117514 -f-n 

o 

[0 0 4 7] 

&jg3&>f 7* X y K ^5US (ffi^) ]?5**»f f>*t*A*, K>f y?- 
[0 0 4 8] 

tHSE#2 003-3100372 
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fcL^^-fa^ffiw-c^ J; < , ±^LfcFab, Fab\ F(ab) 2 & t<D$LVmPr 

;b-£-C & <fc ^ L , *° »J * n - ;l/ftt#: ^7^n-f Z> v » (i#L{$ 7 5 

* f2l±^r<Dtfifcmft t , tuK 1 T*«aS $ *l£ll75l£f- DyV'J >SMt##l6mKD 

J2JIT K * * U - - > £ JW*^ K fftBJ! "t * o 
[0 0 4 9] 

967tr U- h K 1175ft?- n v > U >@^b#^W^KDR^^5tr± 4 ICC- 

mi&xmm&WLximmmw.Mzrv * *-r& 0 p bst»m, vegf^ 
t %^mmxmm l ^kdr/fir-i * mi-t a ii^miBi * ^v± l^i^ v 

EGF-fc «t VtRMkOB K £ i^D L TKDR/Flk-1 £ tK?«o SfciiM£ K * i ^ 
Klt^L£KDR/Flk-l<Z>fi;£, 1175fi^n v><; >IMC#^^KDR^#:<h (±glj<£> 

, 1175f£<0?-ni> >'J >BMfc*|fi#i- ll75te<D?-n -> v >J > 

[0 0 5 0] 

1 - 3 K 2 2 ^ £j£d! > t~ J: & 1 17§j£± o v > a ? 1 ) >M1L L fcKDR/Flk-1 t:M 
±^jtMiajg^lOM^l£Ja^±^Lg^ «t (^KDR/Flk-l 0 1175^,^0 y ><P 'J 
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-&*lfi*-r&!»K«, 1175^^n v>t&^; >@^kL^KDR/Flk-l<7)«rtfI^<?: 

#«±0 il/-y a >CJ: 19 KDR/Flk-l<7)MiartfWt 1f ^315tT- £ 

* }£te L > ^ o * n «b <o 53^ PallS^ Sr IfiWi" 4 d t pT * BE# 

[0 0 5 1 ] 

ifc, KDR/Flk-l<7)1175j4f-n v><7)<; 117 
5f£^'; >8tffc$*i&l£0?-n X&*SS»tf * fcttNMRJB 

o 

[0 0 5 2] 

2 . 1175^^ P v > 'J > EEfK^KlffiJroRffiifcU <fc &KDR/Flk-1Q-If %fexg<ftffli5 

^^-e^ffl^tL^>1175^^-n ->>^>J >^kL7tKDR/Flk-lC^i-^'|f^fs 
iS^-T-^^ £ IS#-f £ Sf i £ fiKDR/F lk-1 Ol 175^:^ n y y O >J y fc * # 
IWCIft-S^S^ KDR/Flk-10|f^it^ia*-f &d fc, Mi#*6&&</> 

[0 0 5 3] 

(1) PLC-y ^KDR/Flk-lcolS^-^ia* 
KDR/Flk-ll&ijUtt, #!lx.f;fNIH3T3-KDR [Sawano A et al., Cell Growth Diff 
er., 7, 213 (1996)] £VEGF-CiiM LTKDR/Flk-1 €rrS14fb L^^^MWHJ^ 
ZmWkS-ho dHPLC- 7 WiPLC-y <7)SH2K^ >, 0flx.ffGST (^Oi/*?- 
t>Sh7>^7x7-if) t PLC- y C*3f}-fi!ISH2 K^^f • 

ffiSE# 2003-3100372 
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? )UX • ^--r^y Oy-|± (Santa Cruz Biotecnology Inc.) ] £^#PL|£ 
^£-£& Q -^mt;fMJL^^^*PL^^h^]!JPL4-v^#^{zov^T, PLC- y & 

DR/Tlk-l^M^Jtigcf £o &ffi#*iS&2raL*:»^K:, <h Jfctfc LTft^it 

r#t/4'<7)KDR/Flk-l<7)»^^LTv>tL(f\ >f y tf h n-e^^T&sKDR/Flk-ltPL 
C-y O^^Pl^LTi/^ h'i^.o 
[0 0 5 4] 

f KDPyFlk-l^|&ilLTV^«rt^|ffl»!lx(i\ ffll*jto«rtj&Mfe* 
h K^MfciMrt &*ffllfe<£> 4> \>~m%W ^OnOyx^y 3 >(:j;f) y±A L 
/:«tffiAl^v«|;o^t, VEGFKJ: «)j|flj» Lfcffcfcifflll&fflffiifcfcHJM- 
*o ^^*LO«BteWWfK»cov»r±fBi:ra*|fctc*TPLC-ytt#tcJ: *9PLC-y 
«L/:Ii:, ^?»t?^ov^TfjLKDR/Flk-lt)t#^fflv^j-f Ay rfu y h 
*ft*<\ ^Sit^^OKDR/Flk-lOlSrJtie-rSo Uffifoi&XLtzia&lz^ 
^&ABf £ Jt^LT^ztPf^^OKDR/Flk-lOM^^ LTv>*Ui\ ^ > tf.-K 
"CSSi^nCDR/Flk-l i: PLC- y <7>f§£- L T v> * fc i/» x. * „ >f A 

y yn y HiHarlow E and Lane D, Antibodies: A Laboratory Manual, Cold S 
pring Harbor Press. (1988)^<&^J&#KfB«<A;£i£-efr ? it^li, 
[0 0 5 5] 

(2) PLC-y >®Hfc<7>l£* 

^^VEGFflJ^HP^L^Mtttti^tCov^-C. fetPLC-y #L#K«fc OPLC-y 

A L *&AH#£Jt«LTfc&i£»»*0'J VBKfc L£PLC-y <7)«t5 ? M 

^Lt^tllf, ^^^T'^ftt^TLC-y <D>) yMit-f%t>1b?\L-y (DX&mt* 

[0 0 5 6] 

(3) MP*-f-*ft&mtmm 
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[0 0 5 7] 

(4) Sfflfl&ifJgOlfiW 

( i ) t iwi*»k Lxmtmzmmft k&a l ^ifiLi^&m t &x l %^mm 

Coi/^, VEGFt:'$iJ ^t^^:7n W^rv^'J v > (BrdU) * m\\ L , VEGF 

h^x.^ 0 BrdUO^fr*) tc [3h] -f- < S J y £y^P LTif * LT§r£ 

K£-J& $ *L£DNA£8!Stt L £ 7 v 7\ 7 A )V ? -^xmU L xmm<Dfa 

i£&AB# i: Jtic L TTOit^M^ L T v>*U±\ -f > \£#xmtfLtt-f) t DM<D^j&-r 
^fy^mW%m.^"y^i-^^mMLX^ht^x.h 0 
[0 0 5 8] 

3. 1175fe^Py>ri*'J >§HKL7t:KDR/Flk-l^Mi-^-|f^fe^^^|§^^ffl 
htyaHio X a^KDR/Flk-l <7) 1 175f£7- n y ><7) ; ) > SHE £ H & ^? 

^HH^-e^ffl $ ^£ y >75 ?i ; L £KDR/Flk-1 tC*j"«}-£f!t$£fS 

3t5t^-<7)^^|a#i-^^K, KDR/Flk-l<01175te^ny ><7)i; >$Hb£#^lft 

[0 0 5 9] 
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* 

m^it^T-O^^lfiSI-^t/KiS «t UT<DR/Flk-l<7>1175ft^n y y(D V 
[0 0 6 0] 

§ <5>o 

ifc, Jfil1ffrtJ&fflfla*^0]ffl^rttC^tt*«BII&*»Oita^i^t±, KDR/Flk- 
l7&**3ST-& 1175fi^n v>«; >@Mb#M6tJ^KDR^rL#fi, KDR/Flk-1^ 

J*, tittwisu^^^^tc^tt^Mip^ stasis, mm 

[0 0 6 1 ] 

(2) 1175ft^-n y>^'J >^LL/iKDR/Flk-ltc^i-^)tfffzf5it^T-^^^ 
fflftSlJf i/: (iKDR/F 1 k- 1 <D 1 1 75ft fny>©'J > S£f fc * #^ W I - & 

"T^14KDR/Flk-1^^<7), KDR/Flk-1 £:VEGF<b ^^ISt^&^J^ 2) * 

- -tf mmm & zmmpw* i— & ia»-r a ^ t k <t o i»<7>if f&f^i * ia# 

1175ft^o yy^'J >m^L^KDR/Flk-HC^-r^-|t#f5it^T-<7)^^ia 
#1" t/S * fiKDR/Flk-1 0 1 175ft fny>©'J> Btffc * ##|6<J K * ^ 

Rti, mm.** ^-XA^VEGF-KDR/Flk-KO-lt^fE^^iaS^J. -r^h-^mmM 
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[0 0 6 2] 

1 17515:^ n v ytf* U yfflt L /zKDR/Flk-1 £ iff ^it^T-^^ * 

t-S^SiJt (iKDR/Flk-l <7> 1 17515: ^ n > ><D 'J V Wit £ ^ W K ZWm. 

ztttzmma. t&mmtLxm&^ifc^ir2>zki>Bsm^iz$>&i)K aura 
mm^w k s n & - o & a v> i± -e- *ua±<z>ffi# t -it k u mn¥<n& 

[0 0 6 3] 
[0 0 6 4] 

[0 0 6 5] 

^v7A, ^A^^fortiRjW, #y tf— ^r;W3-;w, tKn^y^ntf^-b^ 

^mnw*mm\t Lxm^xm&x&Zo 

[0 0 6 6] 
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mmzmm^-r. ^mit^ttzmm^umm^t Lxfrnmtw.i&z 

[0 0 6 7] 

hz>o ttz, ztib<Dminmi<-&^x k&nmxmmt LxmmLfzj&ftz 
i*. tzimfo*mm^&5-i-2>m-£i±, \um (%.®&5-zfzitMa 

4fe»±M«:Wt;i ^^1-30, 2. m*i<z%c^1rz>m&iz 

i/j(i^«^liira^l-3[H, 2, 3ilP B 1^llS|#Mr±W^J: ^^f do 
[0 0 6 8] 
(3) ifil»r£<7)^W£m 

Htrte 1 — 1 TMig$tT,7^^:|&0^T^ffl$ti^fcL#^\ 'J >^lt£^KDR/Flk- 

(iCtt^^Jfil^^^i^^fi^^mi-^- <h75 ? -e§^>o ^^a^feti. Ha 
rlow E and Lane D, Antibodies: A Laboratory Manual, Cold Spring Harbor P 
ress. (l988)m<onmWl~ftmi- ZJJ&XIt 0 ZttfX$Z> 0 
[0 0 6 9] 
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(4 ) VEGF-KDR/Flk-10^-e<7>1f ^f5itS:|fl#-t*^S^*'J5e^^ 
WIM^III^ , *3 v» TVEGF-KDR/Flk-lO^OW SfgjiO ffi* 

[0 0 7 0] 

& £ *ij^-f & £ <h § * o 

g^bL/cKDR/Flk-lO*«r^1- 0 L^ot, *K«lR«:S4Lfcv->7jlilf 
#tc^v»TVEGF-KDR/Flk-10^0lf«eji**ffiSF$*LTv»4 i 

[0 0 7 1 ] 
[H«U] 

( 1 ) KDR/Flk-l<01175fS<7)^n v>£> V >BKfc£*RF*WK|fcffi-c£ ^fCi^<Oi^ 

m 

K?|J#-^ 1 U^i-gS^'J (t: hKDR/Flk-lOT 5 / @£@e?ij<7) 1171-1 180#i6<7)@e 

<b^ttTV^I^iJ) <7)/<T 0 f- KPY1175£ffc^l£ L7tz 0 - <7)^7°f- KPY1 175£ v 

feSI"* - £ '9 JfilfiiVt >W :/NHS?&14lfc# 5 A (HiTrap NHS- 

activated column, TvytA • 77^7->7 •AMtf^li) H^y^- KPY11 
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75*rB5cfl:U PY1175T7 -f -* 9 A *f^jR L, tf^tL/itfLJfllvt^ill-- 
ttc<fc 0FY1 175t^ir &Jfrffc£flNR Ltz Q @c^ij#^ 2 -C^£*i& 7 ^ 

J MS£^J (PYl 175 <h lei C T ^ 7 S^Ifi^J tzfiK n v > t!>> 'J >8Hb $ tLT v > 4' v^SE 
^ij) KY1175£^^J&U 1^77 7°NHSr&t41fc77 y AKHte 

itLXYlllbT y -i =-7- 4 -iJ 7 A^IU _hl£<7)PY11757 7 -tM 9 

Ata^ilL at" «r t 19 . >8tf n -> >^w^xf h 

- 7° tir &ViifcZYn75T y J --r 7 AH;|£^£-t>:TP£§, KDR/Flk-l<7)ll 

75{i<7)'J ^SML^n v>tc#sa<j^^ (J^T^PY1175^#:<?:-r^>) filtfc**^ 
Lfco -v">^KDR/Flk-l (GenBank7^-fe7#-5§-X59397) HtiPY1175^2-l 

0#^t|sJD@£^iJ (Asp Gly Lys Asp Tyr He Val Leu Pro) ^1169-1179#*Ml 
Jfl±.-tZ><nX\ ±.$Z<7)£ 7 IZ LXMmLfzffiPYm5mm$. \z hKDR/Flk-lfztf 

•cfc < 'J ymitl-fz-^yxKDR/Fik-ikBmr^ h tmz-hft-Z> 0 

[0 0 7 2] 

(2) #LPY1175fcL^O#Jltt 

^^^(Drt^ffl^^O|ffl^^-e^)^MSS3lM^ [Yanai Net al., Cell Struct 
. Funct., 16, 87 (1991)] ii, ±KXKROJS*^t?J§*L^o -<7>*BJEKX 
**MKDR/Flk-K 1175fi«0^o v > £ 7 i -^7 9 - > t-gj^ L£Y1175F. 1214 
fiof- n y>^7x-^77-> Kg}& L fcY1214F, 801{£O^ n -> > * 7 i - 
;i/T^->tcg^L/;Y801F<7)^^MKDR/Flk-l|§^TT-V >)>f )V7,^<9 9- ( 

##i?a 1 #03) ^37°c-e 1 i^Mi6*$-fr^o ^-tt-ettom^is^m 2 a 

Lfc&, i^^O.^FCS^^-tf^^^y ngg&'f-^H&tt (DMEM) C^LT 
1 2B#^^*L, lOng/ml VEGF (Cohen T et al., Growth Fact., 7, 13 

1 (1992)) OffiftHflfco-C, VEGF^mm*#«Sf-9<^J#*±Vf^'b^/^; >*7 
A^nvh^7-r-tCj:r) fflM L f:tHi H h VEGF] £?£fln L -C37 < C'C5^H 

mmLtzo zKomrnt, ^yYu-^^wGYimmL^^^/zmmz-D^x. m 

mMV&mWffiWL [50mmol/l HEPES(pH7. 4) , 150mmol/l NaCK 10% V V -fc n - )V 
, 1 % h V h >X-100, 5mmol/l EDTA, 2%7 7°o^->. lmmol/1 PMSF. 50mmol/ 
1 NaF, lOmmol/ltfn >j h 'J 7 A, 2mmol/lA't^>it h 'J -7A] 

Tlffliafflai?S^PM LfCo ^^tLO«BJia«m?Ktcov^-CgtPY1175tn:#S:fflv»-C 
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> 

4 U J 7'n y h Zft o tz 0 m§<T>4 A 7 /D y Y fi, ^ [Takahashi T & Shib 
uya M, Oncogene, 14, 2079 (1997)] <7>/j&t^To ttz, |WJB$^^KDR/Flk- 
lfcufc [^^J^L^K^J#-^-6 U^-ti£?'J<7)^7 0 ^ K (t: M\DR/Flk-1<7>7 ^ 7 
It@e^J<7)947-966#Sm : g^1-^) itmtLX, 7 LTftM L?t# 

>; * n - f- ;u^t/tjflifS] is «t O't/t vWfcf- n v >t/L# [ICN^W t^^;^* 
(ICN Biochemicals) tt] £fflv>£-f A 7 -y b £;ffv\ KDR/Flk-1 V) >Wt 
itOtitelzfrfrfrbte^) > SSU >$HtL£KDR/Flk-l£^-fr U 7$Hfc®6K 
£^ft-r*M£fcbL£o -€-<7)^^EI 1 AC^Lfc^, 1175^^7 ;c-;U7 9- > 
<7)£#> U 7$Hl7T?# *v»Y1175FttVEGF^SD«BWat? fctfctti SftfcuOK** U Y117 
5F^i-co^-KDR/Flk-l(i, VEGF^v& L/c«O^^^PY1175^Tvs > K^ft 
ffiSft, rt&«co»rt-C-iVEGF^j2c#LT1175^^n >@JHt£^t 
4ifcTO$^c gtPY1175fit#"C*±, VEGF^«L/i«t?<7)«^/^> 

K^tm-C £tzc\tfrh, j5tPY1175tfL#iiKDR/Flk-l<7)1175fif- ny>©i5'J 

>^k*!|$iw^tbt # * - 1 *qiK$ n/jo 

[0 0 7 3] 

tOfn v>^r-^--tfM^:##-e*)^bFGF^#: > PDGF^ft, VEGF$ 
S#Flt7L PDGF$##\ EGF^#£f&IlLTV>&#fflJ&i; LT, KDR/Flk-1 £H 
#e-J K £ ^NIH3T3^fl&-e * * NIH3T3 - KDR [^£*MKDR/F 1 k-1 \Z f*j£14 
<7)bFGF$W#i3 i^DGF^^^^HS, Sawano A et al., Cell Growth Differ. 
, 7, 213 (1996)] , ¥lt-li:mm^^^ttzmH3T3mmx^^mU3T3-Flt- 
1 [Sawano A et al., Cell Growth Differ., 7, 213 (1996)] „ HeLa*ffll& (ftfe 
ttEGF^fr^Hil, ATCC#-^-CCL-2) £*£*L£ 0 NIH3T3-KDRJ3 X m 

IH3T3-Flt-1(±, 10%FCS, 2mmol/l h-V^? 5 7, 40// g/ml * ^T>f y >, 200 
//g/ml G418£^j(jnL£DMEMT% HeLa*»ilO%FCS, 2mmol/l L-7*;V*^ 7. 40 
/^g/ml^^v-f v^^Y^nL/iDMEM^ffl^T^To/io J&iftOJlllfflfaiJRSrO. 1%K 
i&TZ^tX 6-7 mffli%m&. *rti*?ti<D U K-e**VEGF, hbFGF [* 7 
3-7->.-)t^x>^tt (Oncogene Science Inc.) ] , PDGF B/B [oy^ (Roc 
he) tt] , EGF (3|C#Mtt) t'jpjafcL/wffltetJMittL^v^l&O^fflfl&WffiiK^ 
ov^T, fOTlHS^iSi^mKDR/Flk-ltiL^ fci'J>ifbf Dy>feift^ffl^ 
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(i , ^tof nyy + f- -if $^#<7) 'J if > K#tf? W triS'i> SMl^t 
ttS $ ti^:(7)WifU ^PY1175^#-e(iNIH3T3-KDR^VEGF-CfiJM Lfc^HO^ 

ffcf-nS/yjftflcfcllfclK j5LPY1175^(i, 1175fi<7>^n v >t!> ? 'J firt: 

HDR/Fik-i*iRFii»^Ki(if * - tmtmztitzo 

[0 0 7 4] 

HM$I 2 fctPYl ttm^tzJ AS y*u y Y\z£.Z> ftfc®. gS'J > ffif fcKDR/ 

Flk-lOffcfcB 

^ttKDR/Flk-l^|§ilLrv>^ n bm^M^&mm (3M0 £5%FCS£J; 

m (HuMedia-EG2, X^mLtz 0 ra&Krt#1£KDR/Flk-l *M 

Ltv^7 7 Ml^Jfot^&ttfc^ y MFFM^^XlR [Yamane A et al., One 
ogene 9, 2683 (1994)] tCffiftO^fe^MIL, lOng/ml VEGF^^tf a. - * x 

Mt:MLT 6 - 7B#ra*S*lfe* VEGF, bFGF, HGF [R7> K D • y^rAXIi ( 
R&D Systems Inc.) ] fc&ira LTJMftLfco VEGF^-efiM L*z« n > ha 
-^Ofijl L^^o »i:o^t«ttaiia^lS L, #CPY1175#l#, fctKDR/ 
Flk-lt/L#, t/CV >WLttrf-v y«^ffiv^:-f A77n y YZft-otZo ^tOife 
m 1 C £^ L t/CPY1175i5L#-e-(i h R =3? ftMJflllfrtJ^iSBIl&iJ «t tf? * 
Hiifrt»^Wf VEGFT^lJ^tLfc^HO^. 230kDa?)1175{£^- 
n >B£ffcKDR/Flk-l<?V<> KjJ*tfcaJS*Lfc 0 Lf;A s ot, JfiL^rt&M?) 

ft£14<?>KDR/Flk-l^o^-C&, VEGF^#0^H1175ji^n->>^ge'j >gjHfc£ 

[0 0 7 5] 

^IM#!)3 fjLPY1175^^fflV^c^Sa^-fe^ i^ifi'J >®tftKDR/Flk-l<7> 

t: hM^MrtS«^t$#L, *£ife£0. l%FCS£^tfDMEMHx#ILT 6-7 
B#P^^^> lOng/ml VEGF&&^50ng/ml bFGFt?$iJ^[ Ltz Q n > h n - )V(F>% \\ffi. 
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zLKfr^tzmm, wGFmm&5fr&<omj&. wG¥mm.mo^<^mm. bFGF^ij 

m&5fr&<OMJfo**tl'?tl7-t h > / * 9 S - )UX~ 2 frtsuemir & Z t bZ £ 0 
@5e L fco @^ L * 1 %-V ^"JflLVf ^-a-trPBST* 3 0 frffl 7'n 7^>^L/c 
JjLPY1175^#^fflv^T^a^fe^^fo^o ^m(±l/100H^rfRL^:FITC 
S»«L^"9-^IgGt/i# [a-;"^ (Cappel) tt] -C30$Mffl&S^ 

KUKDR/Flk-101175fi^n y/^'J >8Mfcj& s tfcffl £ft£:ri s . VEGFfiJ i|jtf£305M£ 
<7)«T'(i^{i^ll75ji^-o v><7)>; >@^t(i^m$tt^^o7^o Lfc^oTVE 
GFOJfljafcfc X n ir CKimiit^- ny>0'J >@JHt^£> i £ ^\ i <D \) >$tf Lii— 
>§lft& &<7>-?&£ £ ttft>fr<otz 0 L£^o£«, bFGFT«££ L^«B 

8&^l±^fef±*<b*Ll% - <7)1175^^- n v>(7)>; >8Mfc»±VEOTJafc#*M-C*o 
Ttio i fcVEGFT?3|fl|»l£ 5 frfe<nm&<Dft&m&$kQLn\z\ ft g/iaKD^y"^ KPY117 

5£&#s-£*:^t±, m&m&mztifzo zwxoizwinstfimn 7 

D';F filfCfc < , ^Mlfe-fe^ «fc &KDR/Flk-l<91175{3:^ n > > 'J vmt<r> 

WL&bz^mxJb-Dtzo 

[0 0 7 6] 

^g»J 4 t/CPYl 1 75#t# 13 J: & PLC- y <h KDR/F 1 k-1 <D ift^ O 
(1) HBflart-COKDR/Flk-ltPLC-y Ote-g- 

(2) fcratfcK UTfy^'f^^^ *-£ffii»TMSS31*WI&K^ 
^MKDR/Tlk-l;££y:Y1175F£f&^£-tf\ lOng/ml VEGFT'Mfc L£<, -<7>3tti3 
«t 0*3 > h n-;K7)VEGF$lJt§^ L^^o 7^«c7)«fflai^^P^ U jftKDR/Fl 
k-ltfUfc&m^X&.feitf&ZXM. [Takahashi T & Shibuya M, Oncogene, 14, 20 

79 (1997)] izmm^rnxft^tzo ft&itm&izv^xmic-ymt vr-yf 

Xf-f •y^trVny-li (Upstate Biotechnology Inc.) ] £ffl^7^ 
Ujyuy b^n^tzo f^f^@2 K^L*:^ ^MKDR/Flk-ll&M^ 
T'fi, VEGFT*fiJML^^^O^^itP»^^PLC-y ^m^n, VEGFOM 
K«fc i9KDR/Flk-HCPLC-y rt* ifS-g-*- 4 C fc7&n*B£*lfco — Y1175F#&S*fflJ]& 
T* t± , VEGF$!l& L *> PLC- y (i^m $ *L?\ Yl 175FH (iPLC- y L & 

^Zttffrfr^fzo Ltz-h^X, 1175i£^n v><7)'J >mt^l£-y <0&&Kft 
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[0 0 7 7] 

( 2 ) >f > tf h n -e^KDR/Flk-1 £: PLC- y OSH2 K ^ >f > <b 
H»J 1 (2) t mm l~ Lt, lOng/m 1 <7) VEGFT-j|jIJ M 1 £NIH3T3 - KDR t ^ > h 
n-;i/OVEGFT«fcL&7^o7» 1. 5// gOGST, G 

ST <h PLC- / OSH2 Y ^ y (2M) <7)ffifc^6® (GST-PLC-7 SH2-SH2) , GST 
t PLC- 7 ON ^^fjj <7>SH2 K ^ 4 y <D&&M 6 K (GST- PLC- y N — SH2) , GST 
<h PLC- 7 <7) C £3HH OSH2 K > >f ><7>ifc^ 6 K (GST-PLC- y C -SH2) [J^L± 

• ^;i/X • y n v— ft (Santa Cruz Biotecnology Inc.) 

] £\ WW^f*>-t7 7 0-^4B • If-X (TVy^A • 77* 
vvT'/t^fMi) K@5efl:U fflWa«im?S^JntTs 4 < CT'2BfP B 1RJS 
$ -£fco fcf-X £ i$*p L ^:#fflfl&Wimffl««f 3 Bffiit^ SDS^ > 7°;^ y 7 

7 - * -cin^i - & - 1 k x $ , if - x Ltzm.&m mm $ sds-page * 

SK^^L^KDR/Flk-lSr^mL^o El 3 U^Lfcri*, GST-PLC-7 

SH2-SH2.& <t tt'GST-PLC- 7 C -SH2T~f±, VEGF"C$iJ$£ L Tclfflm-CKDR/Flk-l^^ 
ttl$*Lfctf>l;:*tU GST-PLC-7 N-SH2-e(iKDR/Flk-l7&^m^ti^^o^o L 
fz ^"oT, PLC- 7 60 2 o<7)SH2 K^^f>©HC *M0<^SH2 >f > 
^bL^KDR/Flk-lt^LTv^ Z. t&tofr^tzo 
[0 0 7 8] 

±IEt Ib] CH^^GST, GST-PLC-7 C-SH2, GST.!: G r b 2 <DSH2 >f ><0jtt 
S R (GST-Grb2 SH2) , GST t P I 3 * i~- *f<D N £JM OSH2 K > >f 

(GST-PI3K N-SH2) > * • * ;uX/^ ^ n v-}± 

) *m^X'ft^tzbz\?>^ m 4 H^i"«t 9 ^GST-PLC-7 VEGFffiJ 
^L7t^Hli&T'KDR/Flk-l^m^^ GST-Grb2 SH2, GST-PI3K N-SH2T*(iKDR/Flk 
-Ki^tB^tL^^ofjo L^TieU >gHfcLfcKDR/Flk-lliPLC-y OSH2 K 
j*>f >tfijS-S-r** s , Grb2^PI3^T---tf<7>SH2 Kj* > t *±fi^Liv»i t 

[0 0 7 9] 

l±ill#2 003-31003 7 2 
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( 3 ) tnPY-MS&Lfclz <fc £KDR/Flk-1 tPLC-y Oi^^ii 
( 2 ) t Hl£ £ GST-PLC- y C-SH2 £: HU^elL L tz kf — X t mmM tam<7)K 

i&mzfflmi7m.it. pyii75^7^ k^^^t^o/jo zo&zk, vegfj|« 

L/z^fl&T-^KDPyFlk-l^m^tLT^PY1175t/L#:. PY1175^7°?- h'iZX 0 g£ 
>HffcL£KDR/Flk-l tPLC-7 <^^^Pfl#$n^ 0 — 3>fD-^-) 
•9-^IgG*^>v^iY1175^Xf- K£5£3?£-££*#£-fi, mM&frhinKfr^tz (El 
5A, B) o Ltztf-oX, PLC-y OC*^ffiljOSH2 >f >^T<DR/Flk-l<£>ge.l) 
> L 1 17515: «fn-»t LO^^t rt s 3£ < 7pP£ $ tt tz 0 

[0 0 8 0] 

n»o 5 iftPYi nmrnz x %> mm**m -> ^ ^ ^ o whm 

7 *_t^ ^< if > Zffi^fzMSEMI/ZK a. - * t-V r-EG2Wi4ffliiJi^iP 

#j feiti ! vEGF*^jnL^*-e2 BB^it, wGFimmvmcm 

j&X 6-7 B$R|iS* Lfco «^50ng/ml VEGF*^Jn LTJp IW 10 
0 /i mol/1 5-7'n -=E r-*^ Jfy^'J v > (BrdU, > • 7 ;W K U -y ^tt) £ ft* iP 
LT20B#|S1ig#U &tzl,z&f&ZtLfz[mi l zWLt)&i-&tzo 3>Fn-j^LtV 

J5&^r3. 7%0*;W A T^-r'H F^-^-ifPBS-eg^bL. p< * y -^XlOftm, 2mol/. 

iiiiuD, mme>MM&*±iffzo z.v>mi&i 1 %^ 
sa«fcsfefe«:fr 9 - 1 \z x *) , Brdu« «9 & 4 ftfcaui&fcifcm l /:« -eo^m 

6 ICtfI-J: 9 tr, VEGF^lJML^^o7t:|fflfla^^±BrdU^^^ii^75 ^ (i^^^|||^ 

mtl^^tt, ^ y hP^Jfe^P^MIl&^istt^TOii^O^^^^tiVEGF^flJ^: 

7&«ltB $ tl tz o 

[0 0 8 1 ] 

-tzxmmz^yj rvy ^±xmmttzy y hmffitf!L i &ft&.mmz'D^x^ 
wGFmmwignix e-7 mtm*&m LtzmzwGFxmwa-^ m^zz^Dmrn^mm 

MbZ&m^J y*Jx.9 ^-5246 [X";/oK^7 (Eppendorf) ?±] £J: 
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Xf-?4 9 DV- j. t 0 lx-^-5171 (x^>F^7tt) £ffi^TfcLPY1175fcvf*£> 

i|5]tlH50ng/ml VEGF^J:LKl00//mol/l BrdU£?^in L T20f53W£* U §r£K 
^J&£;ft£DNA«9 & ^-££ 0 ±f£<h ITO^ Ltife^i^ioJ:^ * y - 
JHsitfffiBrc&aU l/200^TOBrdUtfL#: (Sffiittt) teOT^Rl^-tirfc 
1/200^ L tzFlTCmtmfi^ V X IgG (fetBrdUfcL^ t RJ£n # -y ^;H±) £ X 
m/l00^m L ^RITCtllSc^ ^ ^IgG (fetPYl 175^/l#:. * +>" ^IgG -h Rfc, Jj y 
^ ;l/*t) <0 fc-g-Br 305t W R/£ £ £ ft •? - K J: 19 , BrdUrtq* *) 

a i tL^aBfl&is «t (tnCPYl 175 $ *± "9- ^IgG) 7i ? v±A $ *L7j« Sr&fcb 

L£o ^<7)IS^:EI6 H^i" «t 9 K^^IgG£&AL£ttTti, VEGFOJpiJitttc 
=fc D ^I^JiO^ffl^^BrdU^ 9 & £ *U VEGFOflJ^i; «t 9 lffl)fe<7>i#?ii > ^ ;i/ 
7H£fc> 19 dMV&mmj frtifz «- <h # ? 7F $ tltzo — fcLPY1175£vf££ffiA L tz 

mmr~m/mm<DMM!<z l a»Brdu?w o h-r\ vegf^m^ <t z>mu 
<Dmm<D -> ^ $ tut - 1 ^ $ titio 

[0 0 8 2] 

1 ^MMKDR/Flk-l^ilTr-V *7 -f ;i/*^y ? -<7>fp$£ 
gEHM<PKDR/Flk-lT-&& Y1175F (1175{£<7)^ O yy^7x^77-> (Cfi 
m) > Y1214F (1214fi<7)^o y>^7x-Jl/7 7->Cfj|) . Y801F (801f£<7) 

[0 0 8 3] 

Yl 175F £ n - K-T * DNAfi 3 $ tt a il^SE^iJ £ ^7°7^v- 
ffl^T. TC^M^KDR/Flk-l cDNA [Sawano A et al., Cell Growth Differ., 7 
, 213 (1996)] ZmmiZLXFCRZfto Zt^zX V^mZmALtzmft* , KDR/F 
lk-1 cDNAOApal/Pstl+r-f h Ruff X1rZ> - t \z <fc iJflURLfco Y1214F£n- K 
f £ DNAfi BE?!J#-^ 4 S *i & ia£B£?!l O 7° 9 4 v - * ffl v > T |WH* tcPCR £ ft 9 
Ci:i:J:f)tI^IAL^|fjt^, KDR/F lk-1 cDNA<7)ApaI/PstI^-r h WKJfA 
tiCiCJi^SLfco Y801F£ 3 - K-T ^DNAIiSe^iJ^ 5 T-^^n^) 

ffiSEJRF 2003-3100372 
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•» > 

KDR/Flk-l cDNAOSphl/BamHI-^ h- Pa^c#A1" & - t \Z X <0 ftWl Lfz 
o >me(7)^MKDR/Flk-l^n- Ki-^,DNAii, iaSS^iJ^^ LT^S^igx 
^lit^^ii ZmmLtZo CtHb^MSKDR/Flk-l^n- K1-£DNA^o^T 

o 

[0 0 8 4] 

1175fcf-n vV^'J >It^L^KDR/Flk-l^#M6^t;fSlSci-^>^#{±, 1175{£ 
^nv>^i; >g^bL7^KDR/Flk-l^#^6^Cf^m^^^(7)^4^-r\ i£fct#£ 
l*!J£;i«^iAt-& <hKDR/Flk-10tflRfSii^ia#L, VEGFtc|fc^[#&*ffllfe<7)ii 



[0 0 8 5] 

[ge?'M 

SEQUENCE LISTING 
<110> KYOWA HAKKO K0GY0 CO., LTD 

<120> usages of antibodies recognizing 1175-tyrosine phosphorylated KDR/ 
Flk-1 
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<130> 

<140> 
<141> 

<160> 6 

<170> Patent In Ver. 2. 1 

<210> 1 
<211> 11 
<212> PRT 

<213> Artificial Sequence 
<220> 

<221> PHOSPHORYLATION 

<222> 6 
<220> 

<223> an antigen peptide for human KDR/Flk-1 phosphorylated at 
1175-tyrosine corresponding to its residue 1171-1180 
and added cysteine residue at the N-terminal. 

<400> 1 

Cys Asp Gly Lys Asp Tyr lie Val Leu Pro He 

<210> 2 
<211> 11 
<212> PRT 

<213> Artificial Sequence 



2003-3100372 



#11 2000-303694 



^-v: 36/ 



<220> 

<223> a peptide consisting of the same sequence as SEQ ID 

No: 10 without phosphorylation. 
<400> 2 

Cys Asp Gly Lys Asp Tyr He Val Leu Pro He 

<210> 3 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> a primer for replacing of human KDR/Flk-1 tyrosine residue 
at position 1175 to phenylalanine. 

<400> 3 

gatggcaaag act teat tgt tcttccc 27 
[0 0 8 6] 

<210> 4 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> a primer for replacing of human KDR/Flk-1 tyrosine residue 
at position 1214 to phenylalanine. 
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<400> 4 



cccaaattcc atttcgacaa cacagca 



27 



<210> 5 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> a primer for replacing of human KDR/Flk-1 tyrosine residue 
at position 801 to phenylalanine. 



[mi] mi ii$x?YW5t%fe*m^tz4 a j rn y <t commit) 

1 175ji f - n v y >; > K-fb L fcKDR/Flk-1 ^ffi £ ^1" EI X~$> & 0 

0 1 A(±^^tb^MKDR/Flk-l (Wt) , Y1175F, Y1214F, Y801FO#^MMKD 
R/Flk-l^|§3E|$^/c|ffl^MSS310^MaiHt(7)-r^y ro y h^7r:i- 0 

>(7)-(iVEGF-efiJ^L^^o^:|ffl^, +aWGFXm'%LLfzmm<7)n£W:'e$)Z>o HI 
1 B (±^E^'bNIH3T3— KDR, NIH3T3— Flt-K HeLa<7)##ffl^<7)|ffl^tb?g<7)-r A y 
7ny h^^-To -iifU^L^^o^M, VEGF. bFGF, PDGF. EGFfi-etL-Tfr 

^m%LLtzmm<D&^$)Z> 0 iic[JM^tfifiirt» (huveo 



<400> 5 



gacaggcttc ttgtccatcg 



20 
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& i xfy v y mmstsL^&mm (ratsEO <Dmmmtam<o4 A y y*n y h 

o -(±»L&^o£*fflJfe, VEGF> bFGF, HGFli^rtt^lX'^mM. LtzMU^Wz 
SlU >fftfDv >#i/ffc£ffi ^ y 7n h N TS(±t/LKDR/Flk-l^L#Srffl 
R/Flk-1 (pKDR/Flk-1) K<7)fig^^ U TI£tiKDR/Flk-l (BEV >B!Mfc 

[El 2 ] [12 (±KDR/Flk-lS:|&S$-^/cMSS31iNaija^ jstt* 4 > tf ^"CC0KDR/F1 
k-ltPLC-y Oi|$^*^i-|g-eab4o Wtfi^^MKDR/Flk-K Y1175Ft±Y1175F^ 
MKDR/Tlk-l£$££S*fc«BJi&L -(±VEGFT^lJ^L^^o/;«, + IIVEGF-Ciflj 
ftL^Jfflll&'ttL-ettO^KDR/Flk-l^Lflctc J: &&-S£tl»Kc>v^-C, ±|£t±jftPLC 
-y#L#, TSUfiEKDR/Flk-lfitfltSrfflv^^ Ay yo y hO|g^^^1- 0 ^epti 
±|£(iPLC-y, TS»±KDR/Flk-10/"f> KOf£«*^-r 0 TCL(±. MSS31«Oijffi 
MfM (fc^z£l$£L) <^#lPLC- 7 £l#^ <££-f Ay -7 h<7)ft*^^1- 0 

[EI 3] El 3 (±PLC- y <7)SH2 Ky > <hKDR/Flk-l<7)y > if |> n -C<7)£±^£7p1- 
EI-C&£o GSTab ^ v^iGSThtt^<7)Se® <7)SH2 Ky y > <£> 14 o*S 1=3 K t NIH3T3 
-KDR<7)«l*ta?R^S)S$-ti:> ^V^ft>77^-f^ y AH£ I? 
L?t:GST&£W2GST£;g-SH2 Ky y ><7)BSl^®eS^ov^T. ±#£fi#LKDR/Flk-l 
*Jl#\ Tlx^GSmfl^fflv^y Ay 7*n y hOlg^r^^-fo - i±VEGF-ef U% 

GST, GST— PLC- y SH2-SH2. GST -PLC- y N-SH2, GST - PLC- y C-SH2£ffl 
^tzm^Xhho ^EP(i±^^KDR/Flk-K Tl£(iGST& h W±GST<b#SH2 Y* 4 
ycom^-^&M^^y Y(DitLm.^7r-to TCL(i x NIH3T3-KDR<7)Mffimtfl<7><^ ( 
77 -T"^ -77 ^A^ L) O^Ayrnyf^f^^fo 
[04 1 H4 (±PLC-y «7)SH2 Ky 4 > <hKDR/Flk-l<7M > If h n -e<7)|t^£7j;f 
m-CJb&o GST*^v>(iGSTtS^<7)SSW^SH2 Ky y ><7)!$^S6K<!:NIH3T3 
-KDR<7)«ffiav$ ^^ft>77^-f^ -TJ^AHJ: «9 

L7L-GST&.2> WiGST<h&SH2 Ky y ><7)i4^S&S^ov^r , i^ifctKDR/Flk-l 
tfrffc, TgtiBSTmft^ffl^^'f ^ y ra h (Dm%k*mir 0 - (±VEGF-e$iJ$t 



ttiSE# 2003-3100372 



Wffi. 2000-303694 



^-v: 39/E 



if* *bGST\ GST-PLC- y C-SH2, GST— Grb2 SH2, GST-PI3K N-SH2£ffi</^c*§^ 
-e^^o ^en(±±lx^KDR/Flk-l> TI£(iGST&£^(iGSTt&SH2 K>< ><7)14^- 
ISf(0^O K<7)^e^^1- 0 TCL(i, NIH3T3-KDRc7)«ffl|±l?{l<7)^ (77^ 

[15] 0 5 fi^PY1175£W£& J; LFPY1175^7°^ X £PLC- y <7>SH2 K> 4 

y t\m/¥\k-\<D4 y^Yu^(Dife^m&^^m~z&z>o gst-plc- 7 c-sh 

2^NIH3T3-KDR<7)«W(±Snl^ X m%fo/^-f^- K£v» LTSfc£^iHCGS 
T-PLC-7 t-SmZw-MLtzk(DK'D^X<D^ Ji|£(iOT)PyFlk-lfcvf$:, Tl£i± 
^STt)i#£fflv>7c^ Ay 7'n y f^f^^to — (iVEGFTfiJifSc L & ^ o fzffii 

+^wGFxmmLfzmm(Dmmmtiim 7 km^fzi§^x^^o @5Aii£*^ 

fcU PY1175^7°-f- K\ Y1175^7°^ K^v^PL7t:^<7)|S^:-e^)^o ^£P(±± 
l&tiKDR/Flk-K TI£(iGST-PLC-y C-SH2<7)/s;> K^jig^^-f 0 TCLit N 
IH3T3-KDR(7)|ffl^{±lMl<7)^ (77^f ^-*7A^L) W^/707^ 



[EI 6 ] 16 «PY1175^^V±A L^:7 y Y m&tflL&ft&ffllkK&if&VEIGF 
tc«t**fflJEii5iv^^;i/Oia*^^-t-gI-eib*o £ri*ib#i#tf>&A& L (VEGFfiJ 
t^L) . »ftA^L (VEGF5PUSK) . ^^'IgGviA (VEGF^U^) , JfiPY117 
5#t#&A (VEGFjpjafc) BrdU^M&^ilfflJ&^fiJ^ (%) £^1"^* 

7 7ti^c 
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&m 2 0 0 0 - 3 0 3 6 9 4 ^- v : 1/ 



[HI] 



B 



S,: .^/W S,: . • **V^ 

* pKDR/Fik-1 

aPY1175blcl 



* I ^ ^-pKDR/Flk-1 



a KDR/Rk-1 blot 



~ J: KDR/Rk-1 



IM2] 



IP with a KDR/Rk-1 A <£ 

VEGFSt: - ♦ - 4- 
a PLC-v blot #* fi^" P LC 'Y 

a KDR/Flk- 1 blot Mlt i KDR/Rk- 1 
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[@3] 



OST-PLCy 



jy & 
<P & ir cr 



VEGF SI : 
u KDR/Rk-1 blot 



a 5 KDR/Rk-1 



a GST blot 



GST-SH2 domains 
of PLC-t 



hGST 



[HI 4] 



GST-SH2 domains 

VEGF St: - ♦ - ♦ - ♦ - * <° 
a KDR/Flk-1 Wot • • V T .' || ^ KDR/Flk-1 

I GST-SH2 domains 
ii GST blot J 

----- ^ -*-GST 



[m 5] 



Ab: ^ *^ ^ 
VEGF St: - ♦ - ♦ - ♦ *° 
a KOR/Rk-1 blot — ^ ^ KDR/Rk-1 

a GST blot •^^^^^^^^•-^^ C-SH2 domain 

of PLC y 



B peptide: ^ ^ 

VEGF St: - ♦ - ♦ - ♦ *° 

a KDR/Flk-1 blot — — • 5 KDR/F,k - 1 

» GST blot «^*^mMm~v> C-SH2 domain 
of PLC-y 
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[IU6] 




VEGFSt: + + + 

Injection: None normal aPY1175 

rabbit IgG 
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mm 

[mm] kdr/f i k - 1 offlj&ftmmfcmzm&i u vEGFtCct&ifiL 

Iffi'ik^Wti 1 1 7 5fe^n->>^'J > Hlfc L/:KDR/F 1 k - 1 \z!fc¥k 

[mam] & l 
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«0 



2 000-303694 
50001281389 



#1*1 £f! 7 0 6 8 

2^10^ 5 0 



mmxamm] 

[R&Xli&ffl 



000001029 
597173912 

m^n\ puts: 5374-18-601 

^ IE5& 
100106574 

*jR«5^-ftBaE^#WriTB6#l-^ ffi*Qg§B£ 
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m i a i i if 



[000001029] 



1990^ 8 Jf 60 



iff li'Ji 

^M^^ftBaE^^wr its 6 
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m 3E«:JllPTfr£ 5374-18-601 



